Corresponding radial absorbance scans showing a lack of co-sedimentation of 6 with FtsZ.
These experiments with BsFtsZ and 6 were performed in 50 mM Hepes-KOH, 50 mM KCl, 1 mM EDTA, 10 mM MgCl 2 , pH 6.8, 2% DMSO at 25 ºC. ), 161.1 (C 
Synthesis and Characterization Data of Compounds 6-16
General Procedure for the Synthesis of 22, 24-26. To a solution of 2,6-difluoro-3-hydroxybenzamide (1 equiv), K 2 CO 3 (3 equiv) and NaI (0.2 equiv) in anhydrous DMF (10 mL/mmol benzamide), the corresponding commercial N-protected-ɷ-bromoalkylamino derivative (1 equiv) was added dropwise. The reaction mixture was stirred at room temperature overnight. Then, the reaction was concentrated under reduced pressure and the residue was dissolved in ethyl acetate and washed with a saturated aqueous solution of NaHCO 3 and with water. The organic layer was dried (Na 2 SO 4 ) and the solvent was evaporated under reduced pressure. [3-(1,3-Dioxo-1,3-dihydro-2H-isoindol-2-yl) 
3-
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General Procedure for the Sy nthesis of Amines 27 and 28.
To a solution of phthalimide 24 or 25 (1 equiv) in EtOH (15 mL/mmol), hydrazine monohydrate (2 equiv) was added dropwise and the reaction mixture was refluxed for 2 h. Then, the solvent was evaporated under reduced pressure and the crude was purified by chromatography (from ethyl acetate to ethyl acetate/MeOH, 95:5) to afford the corresponding amine 27 or 28.
3-(3-Aminopropoxy)-2,6-difluorobenzamide (27).
Obtained from 24 (290 mg, 0.81 mmol) in 64% yield (119 mg). ESI-MS 231.1 (M+H) + . 
3-(4-Aminobutoxy)-2,6-difluorobenzamide (28

2,6-Difluoro-3-{3-[(7-nitro-2,1,3-benzoxadiazol-4-yl)amino]propoxy}-benzamide (14).
Obtained from amine 27 (184 mg, 0.51 mmol) and Cl-NBD (123 mg, 0.62 mmol) as an oil in 23% yield (46 mg). 
Compounds solubility
. Stock solutions of fluorescent compounds 2-16 were prepared in DMSO at stored at -20ºC. The solubility of each compound in experimental buffer was determined by ultracentrifugation and spectrophotometric measurements as previously described. 1 We note that apparent solubility increased in the presence of protein.
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Molecular Modeling
Docking. The ICM package 5 was employed to give computational insights of the potential binding modes of the fluorescent probes 6, 15 and 16. The X-ray crystal structure of SaFtsZ (PDB ID 4DXD) was regularized using ICM standard protocol for the docking experiments. The boundaries of the docking box were defined including the whole cleft formed between the C-terminal domain and helix H7. For each fluorescent ligand, 3D atomic coordinates, tautomeric forms, stereochemistry, hydrogen atoms, and protonation states were assigned using standard procedures. Ligand molecules were prepared for docking by rotational search followed by a Cartesian minimization using MMFF 6 force field in the absence of the receptor. These free molecules were optimized with global energy in the internal coordinate space and the lowest-energy conformations were used for further studies. The ICM methodology utilizes ligand torsional or rototranslational variables to optimize flexible ligands in a grid-based receptor field.
Energies are computed using MMFF partial charges with the ECEPP/3 7 force field. The ligand docking was also complemented by local energy minimization using a Biased Probability Monte Carlo method. 8 The best docking solutions of each probe were retained and subsequently used as starting configurations in the following molecular dynamics simulation protocol.
Molecular Dynamics Simulations . Molecular dynamics was used to assess the stability of the highest scored complex conformations obtained in the previous docking step. SaFtsZ and the probes were prepared as previously described. 1 All MD simulations and analysis were performed with GROMACS 4.6 9 using the AMBER ff99SB 10 force field. Prepared structures were immersed in dodecahedron boxes of TIP3P water molecules.
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Counter ions were also added to maintain electro-neutrality.
Preparatory simulations:
The docking starting structures were energy minimized and subsequently the solvent was equilibrated in three phases. For the first phase of equilibration, an NVT ensemble was applied during 5 ns. Position restraints using harmonic potentials with a force constant of 1000 kj mol . During the equilibration a 2 fs integrations timestep was used and the neighbor list were updated S30 every 10 th time steps. Electrostatic interactions were evaluated using the particle-mesh Ewald (PME) method 13 with Van der Waals interactions truncated at 14 Å. The long range Lennard-Jones interactions were analytically corrected for in the calculations of the pressure and the energy. The solvent and the protein were coupled separately to an external heat bath at 298 K with the velocity-rescaling thermostat 14 using a time constant of 0.5 ps. Water molecules were constrained using the SETTLE algorithm 15 and the covalent bonds in the protein were constrained using the LINCS algorithm. 16 Boundaries were treated periodically.
Production simulations: Production MD simulations were carried out for 500 ns using NPT ensemble, in the absence of any restraints. The isotropic Parrinello-Rahman barostat 17 was used to keep the average pressure at 1 bar with a time constant of 1 ps.
All other simulation parameters were the same as during the equilibration. The trajectories were sampled every 40 ps for analysis.
Biochemical and Biological Methods
Proteins p urification and assembly conditions . Full length FtsZ from Bacillus subtilis (BsFtsZ) was overproduced and purified as described. GTPase activity. GTP hydrolysis in FtsZ solutions at 25ºC was measured from the released inorganic phosphate employing the malachite green method. Growth curves. B subtilis 168 was grown at 37 ºC in CAMHB with shaking to an optical density of 0.1-0.2, and then DMSO or compound at the desired concentration was added. The incubation of the culture was continued and the optical density at 600 nm was followed over time. 
